Objective: to study the changes in t cell subsets and Il-7 in HIV-1-infected patients after seven years of highly active antiretroviral therapy (HaaRt). Methods: Seventy-five individuals were included in this study (25 with effective HaaRt, 18 with ineffective HaaRt, 17 untreated HIV+ patients, and 15 volunteers in the HIV negative control group). the counts of Cd4 + , Cd8 + , Cd8/Cd38 + , and Cd8/HladR + t cells as well as the Il-7 protein expression was measured at 5 time points during a period of seven years in patients starting HaaRt (baseline) and in the HIV negative control group. the expression of Cd127 on Cd3 + t cells was measured by flow cytometry at a single time point (after 7 years) in patients with HaaRt and was compared with untreated HIV+ patients and the HIV negative control group. Results: at baseline Cd4 + t cell counts of HIV-1-infected patients were lower than that in the control group (p < 0.01), whereas the Cd8 + , Cd8/HladR + and Cd8/Cd38 + t cell counts were higher than those in the control group ( p < 0.01). after seven years of effective HaaRt, the Cd4 + t cell counts had increased and the Cd8 + t cell count had decreased, although not to the normal levels ( p < 0.05). both the Cd8/HladR + and Cd8/Cd38 + t cell counts had gradually approached those of the control group ( p > 0.05). In the ineffective HaaRt group, the Cd8/Cd38 + t cell count had not decreased significantly, and Cd8/HladR + t cell count gradually decreased. before treatment, Il-7 serum levels of patients were significantly higher than that in the control group ( p < 0.01). after seven years of effective HaaRt, Il-7 levels had gradually decreased, but were still higher than in the control group ( p < 0.01). the Cd127 expression on Cd3 + Cd8 + t cells in effective HaaRt patients was higher than in untreated HIV+ patients ( p < 0.05), but was lower than that in the control group ( p < 0.05). Cd127 expression on Cd3 + Cd4 + t cells was not significantly different among the control group, untreated HIV+ patients and effective HaaRt group.
IntRoduCtIon
Human immunodeficiency virus-1 (HIV-1) mainly attacks Cd4 + t cells of the immune system, which leads to a serious impairment of immune function. the pathological changes associated with HIV-1 infection include changes in both the population and function of Cd4 + t cells, as well as abnormal activation of the immune system [1] . Highly active antiretroviral therapy (HaaRt) can inhibit virus replication in vivo, and thereby inhibit the progression of aIdS [2] . It has been reported that HaaRt can partially restore immune function in HIV-1-infected patients; however, how long the recovery period is and how long the inhibition of abnormal immune activation would last remain unknown. Moreover, there is still a lack of studies on the function of long-term HaaRt on immune restauration in HIV-1-infected patients.
Il-7, which plays a crucial role in t cell homeostasis, also regulates peripheral naive t cell survival and rhIl-7 was found to simultaneously increase Cd4 + and Cd8 + t cell counts, particularly memory t cells. furthermore, the expression level and regulatory mechanism of the Il-7Rα chain (Cd127) is positively correlated with the lifetime of t cells in peripheral blood. the expression of Cd127, which is a specific surface marker of t cells, can be lowered by HIV-1-specific lymphocytes, thereby impairing its regulatory function. low Cd127 levels on Cd8 + t cells lead to a proliferation of HIV (see also discussion).
In this study, the changes in t lymphocyte subsets and peripheral blood Il-7 protein expression was investigated during a period of seven years in patients starting HaaRt (baseline) and in the HIV negative control group. In addition, the expression of Cd127 on Cd3 + t cells were measured by flow cytometry in patients with HaaRt and was compared with untreated HIV+ patients and the HIV negative control group. by analysing differences among those groups, we aimed to investigate the immune restauration achieved by seven years of HaaRt in HIV-1-infected patients.
MatERIalS and MEtHodS
Study GRouPS the HIV-1-infected adults were retrospectively reviewed between 1998 and 2009 at the St. Josef Hospital, Ruhr-university bochum, Germany and Qing Chun Hospital, Zhejiang Province, China. all the patients infected by HIV-1 had no severe opportunistic infections. Patients receiving more than seven years of HaaRt were divided into two groups: Effective group (group a): plasma HIV-Rna lower than the level of detection (50 copies/ml) after 1 year of HaaRt. Ineffective group (group b): plasma HIVRna higher than the level of detection (50 copies/ml) after 1 year of HaaRt. the cause of ineffective therapy (e.g. resistance or lack of compliance) was not investigated. the plasma HIV-Rna level of the patients was documented annually. If the plasma HIV-Rna level was repeatedly above detection level antretroviral therapy was changed within one year, but was still not stable after 7 years. Some analyses were compared with an untreated group (group C): HIV-1 infected individuals who didn't receive antiretroviral therapy. as a control group served HIV negative volunteers with no history of acute or chronic illnesses, especially immunologic diseases and tumours, no infections during the previous two months and no abnormal findings in physical examinations.
SaMPlE CollECtIon and PRoCESSInG
Peripheral blood (7 ml) was taken from each of the subjects, and the samples were drawn into tubes with Edta. Half of the sample was measured by flow cytometry (becton, dickinson and Company 
Il-7 QuantItatIVE dEtERMInatIon
ElISa was used to determine the concentration of Il-7 (µg/l). the absorbance at 450 nm was measured using an ElISa Reader. the reagent was purchased from R & d Company, uS. the measurements were performed according to the manufacturer's instructions.
StatIStICal analySIS all data was denoted by mean and standard deviation (x -± Sd). to compare the t cell subsets during the long-term effective HaaRt, matching Student's t-test was used. Mann-Whitney u-test was used for analysis of the other continuous data. all data were entered and analyzed using SPSS version 16 packages, and p value of less than 0.05 was considered statistically significant.
RESultS tHE ClInICal CHaRaCtERIStICS of tHE Study
PoPulatIon according to the included criteria, seventy-five individuals were enrolled in this study. of the seventy-five individuals, sixty were HIV-1-infected patients (25 with effective HaaRt, 18 with ineffective HaaRt, 17 untreated HIV+ patients), and fifteen were HIV negative volunteers (control group). the viral loads of effective HaaRt therapy patients were lower than the level of detection (50 copies/ml), and the viral loads of ineffective HaaRt therapy patients fluctuated between 56 copies/ml to 185000 copies/ml (data not shown In addition, before treatment, the Cd8 + t cell counts in the above patients were significantly higher than that in the control group (1255 vs 593 cells/µl, p < 0.01). after seven years of effective HaaRt, the Cd8 + t cell counts had decreased significantly, but were still higher than that in the control group (911 vs 593 cells/µl, p < 0.05) ( fig. 1 ). analySIS of Cd8/Cd38 + and Cd8/HladR + t CEllS aftER SEVEn yEaRS HaaRt before therapy, both the Cd8/Cd38 + t cell count and the Cd8/HladR + t cell count of group a patients were found to be significantly higher than in the control group (1048 vs 314 cells/µl, 703 vs 125 cells/µl, p < 0.01). after seven years of effective HaaRt, both Cd8/Cd38 + and Cd8/HladR + t cell counts had returned close to normal levels (394 vs 314 cells/µl, 90 vs 125 cells/µl, p > 0.05) as shown in figure 2 .
furthermore, the Cd8/Cd38 + t cell counts in the ineffective HaaRt group (b) did not decrease significantly ( fig. 3 ), and were higher than that of the control group after seven years of HaaRt (1079 vs 324 cells/µl, p <0.05). However, Cd8/HladR + t cell counts of the ineffective HaaRt group gradually decreased ( fig. 4) .
analySIS of Il-7 PRotEIn ExPRESSIon aftER SEVEn yEaRS of EffECtIVE HaaRt before treatment, the peripheral blood Il-7 levels in HIV-1-infected patients were significantly higher than in controls (29.5 vs 7.1 pg/ml, p < 0.01). over the seven years of effective HaaRt, there was a gradual decrease in the levels of Il-7 ( fig. 5 ). In the first year of HaaRt, the Il-7 level showed the largest decrease; however, by the seventh year of HaaRt, the Il-7 level was still higher than that in the controls (11.2 vs 7.1 pg/ml, p < 0.05). . 6 ). However, expression of Cd127 on the surface of Cd3 + Cd4 + t cells was not significantly different between the seven years of effective HaaRt, untreated and control group (fig. 7) . dISCuSSIon HIV-1 can, by infecting Cd4 + t cells, induce a progressive decline of lymphocytes, a deficiency in immune function and a variety of opportunistic infections. Cd8 + t cells are activated in the initial stage of infection as the main defensive barrier, and the cytolytic t lymphocyte response is soon induced to inhibit viral replication. Some transmembrane molecules are highly expressed during the activation period, indicating the activated state of cells [3, 4] , for example, Hla-dR and Cd38 molecules are indicators of t cell activation. normally, these two molecules are seldom expressed simultaneously on Cd4 + and Cd8 + t cells. after infection, the Cd38 expression levels of t cells are three to five times higher than normal, and they correlate to disease progression [5] .
In the present study, the changes in Cd4 + and Cd8 + t cell counts were investigated during seven years of HaaRt. the study duration was partly chosen because of external factors (exchange of staff between Germany and China). during this course of therapy, Cd4 + t cells increased and Cd8 + t cells decreased significantly ( fig. 1) . after the third year of HaaRt, Cd4 + and Cd8 + t cell counts were maintained at stable levels, although those were still far from the levels of the control group. this is in accordance with observational cohort studies where a plateau is reached after 2-8 years depending on the baseline count [6] . It has been demonstrated that baseline Cd4 count is a significant prognostic indicator for HaaRt therapy. Some studies showed that patients with the higher baseline Cd4 count at HaaRt initiation have better chance to restore to normal Cd4 count [7] [8] [9] . In our study, we have done the correlate analysis between baseline Cd4 and the recovery Cd4 counts after 1, 3, 5 and 7 years. the mean Cd4 recovery was higher with high baseline Cd4 count, however, the related coefficient analysis was not very satisfactory (P> 0.05). It may be caused by the small sample size.
Meanwhile, the fact that Cd8/Cd38 + and Cd8/ HladR + t cell counts in peripheral blood decreased and, finally, fell to within the normal range, demonstrated the decrease of abnormal immune activation. However, no statistically significant reduction in Cd8/Cd38 + t cell counts was observed in the ineffective HaaRt patients ( fig.3) . although Cd8/ HladR + t cell counts gradually decreased, the decrease was less than in the effective HaaRt group (fig. 4) . thus, we conclude that long-term (at least 7 years) effective HaaRt could have an effect on immune restauration in HIV-1-infected patients, and that continued detection of Cd8/Cd38 + t cells is an optimal way to quantify and explicate the immune activation levels in HIV-1-infected patients undergoing HaaRt.
Il-7 plays a crucial role in t cell homeostasis. this cytokine is implicated in thymopoiesis, sustaining thymocyte proliferation and survival. It also regulates peripheral naive t cell survival by inducing the production of the anti-apoptotic molecule bcl-2 [10] . In a recent study, subcutaneous injection of rhIl-7 was found to simultaneously increase Cd4 + and Cd8 + t cell counts, particularly memory t cells [11] . Il-7 concentration in the peripheral blood of HIV-1-infected patients was proven to be higher than that in healthy people, and it was considered to accompany a decrease in Cd4 + t cells when the Il-7 production was induced [10, 12] . on the basis of seven years investigation of patients with effective HaaRt, the Il-7 in peripheral blood decreased during antiretroviral therapy, but was finally maintained at a stable level far above normal levels. We speculate that HaaRt can inhibit HIV-1 reproduction, restore t cell subsets and Il-7 receptor protein expression, and lower the negative feedback of Il-7 to Cd4 + t as described by Chomont et al. [13] . the abnormal levels of Il-7 may be due to an incomplete recovery of the Il-7/Cd127 regulation mechanisms after seven years of HaaRt. Chomont et al. have also demonstrated that HaaRt can only partially downregulate the HIV reservoir [13] , whereas Il-7-induced mitosis of transitional memory t cells can lead to the persistence of the HIV reservoir [14] .
the expression level and regulatory mechanism of the Il-7Rα chain (Cd127) is positively correlated with the lifetime of t cells in peripheral blood [15] . Cd127, as a specific surface marker of t cells, can be used to clarify two mechanisms: the transformation of effector t cells to memory t cells and the maintenance of memory t cells [16] . the expression levels of Cd127 can be lowered by HIV-1-specific lymphocytes, thereby impairing its regulatory function. MacPherson et al. have found that downregulating the expression level of Cd127 on Cd8 + t cells leads to a proliferation of HIV [14] . However, the Cd127 expression in HIV-1-infected patients could be partially recovered after antiviral therapy. furthermore, patients with high expression levels of Cd127 enhanced Il-7 signals, stimulating the expression of bcl-2, and regulating the survival and proliferation of t cells [17] .
this study indicated that the expression of Cd127 on the surface of Cd3 + Cd8 + t cells in untreated HIV-1-infected patients was lower than that in the controls. after seven years of HaaRt, the Cd127 on Cd3 + Cd8 + Cd45Ra + t cells had increased to normal levels ( fig. 6 ). We speculate that effector Cd4 + and Cd8 + t cells were activated due to the residual viral replication. the low Cd127 expression on Cd8 + t cells could favour the apoptosis of effector Cd8 + t cells, which abrogates the transformation of effector Cd8 + t cells to memory t cells. therefore, HIV-1-specific Cd8 + t cells could not survive longer. However, long-term HaaRt can inhibit the replication of HIV-1 and enhanced Cd127 expression on the surface of t cells, which could restore the quantity and capacity of t cell subsets. there were no statistically significant differences among the Cd127 expressions on the surface of Cd3 + Cd4 + t cells in the effective HaaRt group, the untreated group and the control group. although similar results have already been reported [13, 18] , the specific mechanisms are not clear and need further study.
In conclusion, after seven years of effective HaaRt, the quantity and capacity of t cell subsets and Il-7 of HIV-1-infected patients were partially restored, and the abnormal immune activation was significantly reduced. However, seven years of HaaRt could not achieve complete immune reconstitution. Continued investigation of Cd8/Cd38 + t cells may help to monitor immune activation in HIV-1-infected patients during long-term HaaRt.
